ABSTRACT
INTRODUCTION
Acinetobacter baumannii has been an important nosocomial pathogen for the past 30 years, 49 frequently implicated in ventilator-associated pneumonia, bloodstream, urinary tract and soft tissue 50 infections (1) . The propensity to develop antibiotic resistance makes A. baumannii a difficult-to-51 treat pathogen (2). 52
As severe infections caused by multidrug-resistant A. baumannii clinical isolates are increasing 53 worldwide, colistin often constitutes the only active treatment alternative (3). Colistin is rapidly 54 bactericidal for Gram-negative bacteria, affecting the lipid A moiety of lipopolysaccharide (LPS), 55 thus disorganizing the outer membrane (4). During the last few years, clinical isolates of A. 56 baumannii expressing resistance to colistin have emerged and outbreaks have been reported (5). 57
The exact mechanism of resistance to colistin still needs to be elucidated, although two unlinked 58 hypotheses have been expressed, involving i) mutations and overexpression of PmrCAB proteins, 59
leading to LPS modifications (phosphoethanolamine addition on lipid A) or ii) complete loss of 60
LPS production through inactivation of a lipid A biosynthesis gene (5). 61
The emergence of colistin resistance has been correlated with the selective pressure exerted by 62 forming units (CFUs) of each isolate (approx. 5x10
5 CFUs/mL) in Muller-Hinton broth, followed by 111 incubation at 37°C under constant shaking. CFUs were enumerated after serially 10-fold diluting broth 112 cultures and plating in antibiotic-free medium, at each time point from 12 h to 48 h. Growth Table 1 . Both pairs of isolates were carbapenem-resistant (imipenem and meropenem MICs 158 > 32 µg/ml) and also resistant to most available antibiotics except tigecycline and 159 ampicillin/sulbactam. Ab248, Ab249 and Ab299 were intermediate susceptible, but Ab347 160 resistant, to gentamicin and tobramycin, while all four isolates had low rifampin MICs (3 to 6 161 µg/ml). Colistin MICs determined by TDS were 0.5 µg/ml for the ColS isolates Ab248 and Ab299, 162 while being 128 µg/ml and 32 µg/ml for the ColR isolates Ab249 and Ab347, respectively. It 163 should be noted that both ColR isolates exhibited Etest MICs of 4 µg/ml when tested using the same 164 
